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Supplemental Methods
List of antibodies used for flow cytometry analysis. 3.64 ± 0.59 n=11 9.17 ± 1.09 n=12 p = .001
Spleen Granulocytes ( 10 6 ) 15.3 ± 1.6 n=11 48.0 ± 9.3 n=12 p = .0007
23.6 ± 5.3 n=11 28.9 ± 7.1 n=16 n.s.
* After a western diet period of 10 weeks † WBC=White blood cells ‡ n.s.=not significant § ALT=Alanine transaminase
Lipoprotein preparations LDL (density 1.019 -1.063 g/ml) was isolated by ultracentrifugation from pooled plasma of healthy donors and dialyzed extensively against PBS 1 . One mM EDTA was added to prevent oxidation. Using the same procedure, mouse LDL was prepared from plasma of Ldlr -/-mice. Highly oxidized LDL was obtained by incubating LDL (1 mg/ml protein content) with 20 μM CuSO4 for 18 hours at 37°C. Soluble ApoB100 was isolated as previously described 2 . Briefly, protein was precipitated from LDL, resuspended in sodium dodecyl sulfate, filtered on a PD-10 column (GE Healthcare), and further purified on a Superdex-200 size exclusion column (0.5 ml/min, in Tris-HCl buffer, pH 7.4). FITC-LDL and FITC-oxLDL was prepared as previously described 3 .
Macrophage oxLDL uptake assay RAW264.7 mouse macrophage-like cells (ATCC) were used to evaluate uptake of oxLDL. Two-hundred thousand cells per well were seeded into 48-well cell culture plates (Corning) in 1% FBS RPMI 1640 medium (Thermo Fisher Scientific) with 25 µg/ml FITC-labeled oxLDL. Plasma was dialyzed against PBS and added at a dilution of 1:100. Cellular FITC signals were recorded with an IncuCyte ZOOM live-cell imaging and analysis platform (Essen Bioscience). After 24 hours incubation at 37°C in a humid 5% CO2 atmosphere, four images per well from six replicates were taken using a 20x objective and subsequently analyzed using the IncuCyte Basic Software. The cells were then washed, fixed in PBS-buffered 4% formaldehyde solution, and stained with hematoxylin and Oil Red O. Photomicrographs were acquired using a 40x objective and a Leica DMIL inverted microscope.
Lipoprotein clearance studies
For lipoprotein clearance studies, 100 μg FITC-LDL was mixed with 70% mouse plasma from HuBL mice injected with either B6 or BT3 CD4+ T cells, and injected into the tail vein of male HuBL mice. Blood samples were collected in EDTA-coated tubes 1, 5, 15, 30, and 60 minutes after the injection. IgG purification was performed using Protein G resin (GE Healthcare). After dialysis against PBS, the protein concentration was determined with a Nanodrop 1000 spectrophotometer (Thermo Fisher Scientific). Two-hundred μg of the isolated IgGs were infused into 10-week-old male HuBL recipients and blood samples were collected before and at 15, 60, and 360 minutes after the infusion.
RNA isolation, cDNA synthesis, and real-time PCR
RNA was isolated from aorta, para-aortic lymph nodes, liver, and thymus using RNeasy kit (Qiagen) . Total RNA quality was analyzed on a BioAnalyzer instrument (Agilent Technologies) and was quantified by 260 nm absorbance measurement using a Nanodrop 1000 spectrophotometer (Thermo Fisher Scientific). Reverse transcription was performed with high-capacity cDNA reverse transcription kit and amplification was performed by real time-PCR using TaqMan Universal Master Mix and pre-manufactured primers and probes for the genes of interest and for hypoxanthine guanine phosphoribosyl transferase (Hprt, assay-on-demand), in an ABI 7900HT Fast Real-Time PCR System (all Applied Biosystems). For Trav12 and Trbv31 mRNA, specific primers and probe were used as previously described 2 . Data were analyzed using relative expression with the formula 2 -ΔΔCt , where ΔΔCt = ΔCt (sample) -ΔCt (mean Ct values of the controls), and ΔCt is the Ct of the housekeeping gene (Hprt) subtracted from the Ct of the target gene.
Immunohistochemistry and immunofluorescent analysis
Primary antibodies to CD4 (clone H129.19), CD8 (clone 53-6.7), VCAM-1 (clone 429; all from BD Biosciences), -SM-actin (ab5694, Abcam), and CD68 (clone FA-11, AbD Serotec) were applied to acetone-fixed cryosections, followed by biotinylated rabbit anti-rat IgG. The primary antibody for IA b (clone KH74, BD Biosciences) was a biotin-conjugated IgG. Staining was visualized with Vectastain ABC kit and diaminobenzidine (Vector). Quantification of immunohistochemical staining was documented as the ratio of thresholded chromogen
